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NON-PEPTIDIC SURROGATES OF THE ARG-^LY-ASP SEQUENCE 
iiHD PHARMACEUTICAL COMPOSITIONS COMPRISING THEM 

5 



Field and Background of the Invention 

The present invention relates to novel non-peptidic 

10 coEipounds having terminal guanidino and carboxyl functional 
groups, to their preparation and to pharmaceutical 
compositions comprising them for treatment of several 
pathological disorders. 

The ability of various cell types to adhere to and to 

15 interact with other cells or with components of the 
extracellular matrix (ECM) is essential for maintaining cell 
functions and tissue integrity via signalling between and 
within the communicating cells (Springer, 1990; Hynes, 1992; 
Shimizu et al., 1991). Cellular interactions with soluble or 

20 insoluble components of the plasma, the interstitial matrix 
or the ECM, are carried out primarily via a family of cell- 
sxxrf ace receptors designated integrins that are present on 
most cell types, including lymphocytes, tumor cells and 
platelets (Ruoslahti, 1991; Hynes, 1992). 

25 The integrins are heterodimeric molecules consisting of 

an alpha (a) and a beta (p) subunits which are non-covalently 
linked. Eleven a and six p subunits have been identified. The 
pairing of a and p subunits exhibits high fidelity in certain 
tissues and cell types but degenerates in other cases. 

30 The integrins play an important role in integrating the 

ECM outside the cell with the actin-containing cytoskeleton 
inside the cell. They are two-headed: the extracellular 
portion is responsible for the binding of adhesive proteins, 
in many cases recognizing the RGD (Arg-Gly-Asp) sequences 

35 within these ligands, and the intracellular portion interacts 
with elements of the cytoskeleton. 

The target epitope of several integrin receptors is the 
RGD sequence, a cell adhesion motif shared by several matrix- 



-1- 



wo 93/09795 



PCr/US92/09951 



associated adhesive glycoproteins, such as fibronectin (FN), 
vitronectin (VK) , fibrinogen, thrombospondin, and von 
Willefarand factor (Yamada & Kennedy, 1984; Hynes, 1992; 
Ruoslahti|. 1988; D'Souza et al,, 1991a). 
5 The best characterized of these proteins is fibronectin, 

a large and abundant glycoprotein of extracellular matrices 
and plasma, which serves as a prototype cell adhesion 
molecule. Fibronectin . is a multifunctional protein that 
supports cell attachment and spreading in eukaryotes and also 

10 mediates bacterial cell adhesion. It binds to numerous cell 
surface and matrix constituents including glycosaminoglycans , 
heparin, proteoglycans, fibrin and collagen, and triggers a 
variety of cellular responses (Hynes, 1990). 

The tripeptide Arg-Gly-Asp (R6D) was identified as the 

15 minimal sequence within the central cell binding domain of 
fibronectin that mediates cell attachment. The RGD sequence 
is recognized by several receptors, including the allbp3 
(also designated GPIIb-IIIa), a3pi, aSpi (also designated 
VIA-3 and VIA-5 integrins, respectively) and most of the av- 

20 containing integrins (Hynes, 1992; Elices et al., 1991; 
Shimizu et al., 1990). Following cell activation, these 
receptors mediate RGD-dependent cell-matrix adhesion or cell 
aggregation (Philips et al., 1991; D'Souza et al. , 1991a; 
Adler et al.,. 1991). When present in solutions, peptides 

25 containing the RGD sequence compete with fibronectin and 
other RGD- containing matrix proteins for binding to their 
respective integrin receptors and prevent cell adhesion 
(Springer, 1990; Ruoslahti and Giancotti, 1989). When 
immobilized on a surface, short synthetic RGD peptides mimic 

30 fibronectin cell-binding properties, but their affinity to 
their corresponding integrin is about 10^-10^ lower than 
that of the native ligands (Humphries, et al., 1986). 

The RGD motif is not restricted to fibronectin and in 
fact it is present within more than hundred proteins. In some 

35 proteins, cell adhesive activity has been ascribed to the RGD 
sequence, whereas in most others the RGD sequence appears to 
be functionally silent. It was found to be a common motif in 
cell adhesion molecules and it plays a crucial role in 
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platelet aggregation, the immune response, in cancer 
metastasis, cell migration to tissues, infection of microbial 
pathogens, gastrulation in Xenopus and Drosophila embryos. 
^ Several proteins, which were foxind to have the sequence RGD 

5 expressed on their surface,, promote cell attachment in vitro 
for no apparent physiological reason, also indicating the 
generality of this binding. 

The functional activity of RGD peptides was demonstrated 
with a variety of cell types . It is particularly significant 
10 that RGD peptides are capable of inhibiting the binding of 
fibrinogen and other related proteins to platelets (small 
enucleated blood cells), and inhibit platelet aggregation, 
the cell-cell interaction critical for thrombus formation. 
This observation indicated that RGD peptides could function 
15 as antithrombotic agents . 

European Patent Application published under No. EP 
410539 describes fibrinogen receptor antagonists which are 
small cyclic hexapeptides containing the RGD sequence and 
are claimed to be useful in inhibiting platelet aggregation. 
20 European Patent Application published under No. EP 406428 
describes synthetic cyclic peptides containing the RGD 
sequence which are cell adhesion inhibitors useful as 
platelet aggregation inhibitors and tumor metastasis 
suppressors. European Patent Application published under 
25 No. EP 394325 describes synthetic peptides. which incorporate 
the sequence RGD in a conformationally stabilised form and 
which may be utilized either for inhibiting binding of 
adhesion proteins, e.g, vitronectin, or for promoting cell 
adhesion, e.g. in vivo uses such as coating of medical 
30 devices, including prostheses and implants, or in vitro uses 
in coating of substrates such as cell cultiire substrates. 
European Patent Application published xmder No. EP 384362 
^ describes modified peptides useful as inhibitors of protein- 

platelet adhesion, cell-cell adhesion and platelet 
35 aggregation. International Application published under No. 
WO 9011297 describes adhesion peptides comprising a 
biologically active site which is a cell attachment promoting 
binding site containing the RGD sequence, and a hydrophobic 
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attachment domain, useful for facilitating the attachment of 
the peptide to solid substrates,, e.g., in coating of 
prosthetic devices to be implanted. 

The physiological roles of RGD-mediated recognition may 
5 extend beyond these biological processes. Pathogenic 
microorganisms may adhere to RGD- containing ECM 
glycoproteins. Thus, Trypanosoma cruzi adheres to fibronectin 
and peptides modeled from the fibronectin RGD cell attachment 
domain were shown to inhibit T. cruzi infection (Ouaissi et 
10 al., 1985). 

Interestingly, several non-ECM related proteins contain 
the RGD or RGD-like molecules. Among these, the RGD sequence 
is also found in the trans activation (tat) factor of human 
immunodeficiency virus type-I (HIV-1). The protein which 

15 regulates the viral replication also induces other 
manifestations of the disease, e.g., Kaposi sarcoma. Soluble 
tat was shown to bind to several integrins in an RGD- 
dependent manner (Vogel et al. 1992). 

Peptides containing KU}, RED, RFD and RYD sequences were 

20 postulated to interfere with immune functions unrelated to 
integrins. The RADS, RFDS and RYDS sequences have been 
postulated to constitute functional adhesiotopes of the CD4 
or MHC-I and II molecules, respectively (Mazerolles et al., 
1990). Human HLA-DR antigen, present on antigen presenting 

25 cells, contains the sequence RYDS and is recognized by the T- 
cell CD4 antigen. Interference with the CD4-HIA-DR 
interaction might result in incomplete T cell activation. 

Synthetic peptides derived from the human major 
histocompatibility complex class II antigens (MHC-II) 

30 containing the peptide RFDS, and a peptide derived from the 
immunoglobulin-like amino-terminal domain of the T cell CD4 
molecules containing the RADS peptide, were shown to exhibit 
specific inhibitory effect on antigen-induced HLA class-II- 
restricted T cell proliferative responses and antibody 

35 synthesis (Mazerolles et al, 1988). 

The RYDS sequence has been shown to mimic the RGD cell 
binding domain of fibrinogen. RYD sequence is comprised as 
essential part of a CDR-3 (complementarity-determining 
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region) of a monoclonal antibody specific for the binding 
site of the platelet integrin GPIIb-IIIa, specific for FN, 
fibrinocten, vitronectin etc. A 12-mer peptide derived from 
this CDR-3, containing the RYDS site, inhibited RGD-dependent 
5 fibrinogen binding to its GPIIb-IIIa receptor (Taub et al., 
1989). Streptavidin RYD-seguence has also been shown to 
mimic the RGD sequence and mediate RGD-dependent cell binding 
and adhesion of the protein (Alon et al., 1990). Recently, 
REDV sequence of the alternatively spliced cell-binding 
10 domain of FN has been shown to be involved in FN-binding to 
its non-RGD dependent integrin receptor, a4pi (Mould et al., 
1991). 

Moreover, the inverted peptide Ser-Asp-Gly-Arg 
containing the DGR sequence was shown to inhibit spreading of 

15 BHK cells and chick embryo fibroblasts on vitronectin-coated 
substrates and on fibronec tin- coated substrates. DGR- 
containing sequences have been suggested to comprise part of 
the ligand-binding pocket in integrins, implicated in RGD 
recognition. At any rate, they may interact with RGD- 

20 sequences on adhesive proteins and block or inhibit their 
interactions with integrins (Yamada and Kennedy, 1987). 

ThB use of peptidic RGD analogues presents several 
drawbacks, mainly the cleavage of the peptidic bond by 
proteolytic enzymes in vivo. It would therefore be of great 

25 advantage to derive functional m±metics resistant to 
proteolytic digestion to be used as useful tools for 
interfering with biologic interactions dependent on RGD 
recognition, such as integrin-mediated cell functions. 

30 RmrnnAr Y of the Invention 

It has now been found according to the present invention 
that certain non-peptidic compounds comprising a guanidino 
and a carboxyl terminal groups with a spacer seqpience of 11 
atoms between them, are effective inhibitors of cellular or 
> 35 molecular interactions which depend on RXD or DGR 

recognition, wherein X is G (gly)f E (glu), Y (tyr), A (ala) 
or F (phe) . These RXD and DGR analogues are herein referred 
to as "RXD sxirrogates" • 
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The present invention thus relates to non-peptidic 
compounds having no sequence of natural a-ainino acids and 
comprisiiig a guanidino and a carboxyl terminal functional 
groups spaced by a sequence of 11 atoms, at least 5 of which 
5 axe carbon atoms, and to salts thereof, which are capable of 
inhibiting cell adhesion. 

In one embodiment, the compounds of the invention 

correspond to the general formula 



10 



HN 

HaN^N-C— A-C-CO2H 
H 

(I) 



15 



wherein A is a chain of 9 atoms, at least 3 of which are 
carbon atoms, the remainder being heteroatoms, such as 
nitrogen, oxygen and/or sulfur atoms. The 9-atom chain A may 
be saturated or unsaturated, substituted or unsubstituted, 
20 and may include carbocyclic or heterocyclic radicals 
comprising 1 or more atoms of the A chain as members of the 
ring. 

The invention further relates to methods for the 
preparation of the non-peptidic compounds of the invention. 

25 The RXD surrogates of the invention have various 

applications related to their inhibition of biological 
interactions dependent on RXD and DGR recognition, 
particularly integrin-mediated RGD-dependent interactions - 
Thus the invention also relates to pharmaceutical 

30 compositions comprising the RXD surrogates for the treatment 
of several disorders, such as thrombosis, metastasis, 
autoimmune diseases and other immune responses such as 
allergy, graft versus host and host versus graft reactions, 
and inhibition of scar-tissue formation. 



35 



Ryte-g Pegcription. of th e Drawings 

Figure 1 depicts the chemical structure of compounds 
according to the invention identified as SF-6,5, AC-15, AC-4 
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and and compounds used for comparison identified as 

SF-6r6 and SFN-70. 

Fi^pure 2 depicts the chemical structure of compounds 
according to the invention identified as NS-8, NS-11 and NS- 
5 15. 

Figure 3 shows a dose-dependent curve of inhibition of 
platelet aggregation by compounds SF-S^S (filled circles) and 
SF-6/6 (empty circles). 

Figxire 4 illustrates inhibition of platelet aggregation 
10 by the compounds of the invention SF-6,5 and AC-15, and the 
compounds R6D^ 6RGDSP and SF-G,6 for comparison. 

Figure 5 illustrates platelet aggregation inhibition by 
the compounds of the invention NS-8 (empty triangles), NS-11 
(filled squcLres) and NS-15 (filled circles) in comparison to 
15 peptide RGBS (crossed squares). 

Figure 6 illustrates inhibition of the binding capacity 
of anti-GPIIb-IIIa monoclonal antibody (PAC-1) to platelets 
by the compound of the invention SF-6,5 (empty triangles), in 
comparison to compound SF-6,6 (filled circles) and peptides 
20 GRGDSPK (empty circles) and 6RGESP (filled triangles). 

Detailed Description of the Invention 

In designing the non-peptidic RGD surrogates according 
to the present invention, it was taken into consideration 

25 that the major contribution to the binding affinity of the 
known RGD-containing peptides to their putative sites on 
integrins depends on the guanidinium and carboxylate groups 
of the Arg and Asp moieties, respectively, based on 
structure- function studies demonstrating the indispensable 

30 role of the Arg and Asp residues for integrin recognition 
(D'Souza et al*, 1991b), and the fact that an adequate atomic 
spacing between these two functional groups seems to be 
obligatory, based on the evidence that RGE- containing 
peptides lack integrin specificity and do not bind integrins 

35 or bind integrins with much lower affinity than the RGD 
ligands (D'Souza et al. 1991b; Shimizu et al., 1990). 
Furthermore, it was considered that even a relatively 
flexible chain molecule with appropriate functionalities at 
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the required atomic distances can exhibit functional effects 
resembling those of RGD-containing peptides. 

AS herein the tern "RXD surrogates" refers to novel 

non-peptidic compounds having no sequence of natural o-araino 
5 acid residues and comprising a guanidino and a carboxyl 
terminal groups spaced by a chain of 11 atoms, at least 5 of 
which are carbon atoms, and the remainder are carbon or 
heteroatoms, such as nitrogen, oxygen and/or sulfur atoms, as 
well as to salts thereof. 

10 The two carbon atoms adjacent to the terminal functional 

guanidino and carboxy groups are preferably not substituted 
as shown in Formula I herein. The remaining 9-atom chain may 
be saturated or unsaturated, substituted or unsubstituted. 

The substituents in the spacer chain include, but are 

15 not limited to, radicals such as halogen, amino, oxo, 
thioxo, imino, hydrocarbyl, heterocyclic, carboxyl and 
thiocarboxyl and esters thereof, carboxamido, thiocarbox- 
amido, carbamoyl, thiocarbamoyl , hydroxy, and ethers and 
esters thereof, mercapto and ethers and esters thereof. All 

20 the substituents having a hydrogen atom may be further 
substituted, e.g. by a hydrocarbyl or heterocyclic radical. 
The esters and ethers herein comprise aliphatic, aromatic and 
heterocyclic residues, preferably hydrocarbyl and 
heterocyclic residues that may be further ' substituted as 

25 indicated above for the spacer chain. Asters of hydroxyl 
groups may be formed also with inorganic acids, e.g., 
phosphoric acid. In addition, one or more atoms of the spacer 
chain may form part of a carbocyclic or heterocyclic ring 
having at least 3 members. 

30 The term "hydrocarbyl" herein refers to Ci-Cis 

saturated and unsaturated radicals selected from aliphatic, 
cycloaliphatic and aryl radicals, such as alkyl^ alkenyl, 
cycloalfcyl and aryl radicals. Preferred hydrocarbyl radicals 
are Cx-Cs, more preferably Cx-C* alkyl radicals, and 

35 phenyl. 

The term "heterocyclic" herein refers to saturated and 
unsaturated 3-8, preferably 5-7 membered heterocyclic 
radicals containing one or more N, 0 and/or S atoms, such as 
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piperidyl and pyridyl. 

For use in therapeutics, the compound should be soluble 
in water and any substituent resulting in a soluble compound 
is encompassed by the invention. Examples of such 
5 substituents are oxo groups, thus forming -CO-NH- or -NH-CO- 
groups within the chain , and carboxy and/or amino groups . 

A preferred series of compounds according to the 
invention includes compounds having one or more -CO-NH- 
residues and may be represented by the following formulas: 

10 

. O 

HgN N -(CH2)n-- C - N — (CH2)9.n— CO2H 
H H 



(la) 



15 



HN - 
11 

H2N^N-(CH2)n— N-C-(CH2)9.7rC02H .j^i) 
H H 



20 



HN O O 

H2N'^NHCH2)x— C-N (CH2)n— C-N— (CH2)m CO2H 

H H H * 



(Ic) 



HN o O 

30 H2N'^N-(CH2)x N-C— (CHz)^— N-C (CH2)m COgH 

H H H 



wherein in formulas la and lb n is at least 1 and at most 8, 
and in formulas Ic and Id each of x, n and m is at least 1 
35 and the sum of x+m+n is 7. Illustrative compoxinds of this 
series are the compoiinds herein designated SF-S,5 and AC-15, 
whose formulas are depicted in Fig. 1, and are compounds of 
formula la wherein n is 5 and 4, respectively, and the 
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compounds herein designated AC-4 and AC-14|r whose formulas 
are depicted in Fig. 1 and are compounds of formula Ic 
wherein x" is n xs 1 and m is 2 or x is 3 and each of n and 
m is respectively » 
5 Other compounds according to the invention are 

illustrated by the following formulas: 



10 



15 



20 



25 




(Ila) 



(lib) 



(lie) 



30 



Another series of preferred compounds according to the 
35 invention comprises compotmds having one or more -CO-NH- 
residues and a carbocyclic, particularly a phenyl ring, or 
heterocyclic, particularly a piperidine ring, as part of the 
A chain- Whenever one or more atoms of the A chain form part 
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of such a ring, they are comprised according to the invention 
within the shortest chain of the ring between atoms of the 
open -chain • These compounds may be represented by the 
following formulas : 



II 



HN 0 N— (CHaJf^-COgH 

HgN'^'^N HCHaJn— C N — 

H H \=/ 

10 Ilia 



15 ? ° -^-^-^^ 

H2N'"*N-(CH2)n--CN— N_(CH2)n,-CO,H 
H H \=/ H 



20 IIIC 

C N— <CH2)m— CO2H 

"1! ?. 
H2N^N-(CH2)n--C-N 
H 

25 




Illd 



HN n N— (CH2)m-C02H 

A. 



II ^ \ '' 

-4CH2)ri-- 

30 H 



H2N^N-(CH2)n--C- N^^^ ^ 



"'^ 9 ^ ° Ille 



35 H2N-"-N-iCH2)n-C'Nf)-C N—^CHajm-COzH 

H \— / H 
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wherein each of n and m is at least 1 and the sum of n+m is 6 
in formula IIIc, 5 in formula Illd, 4 in formulas llla and 
Ille and"~3 in formula Illb. Illustrative compounds of this 
series are compounds NS-8, NS-11 and NS-15 depicted in Fig. 
5 2, which are compounds of formula IIIc (n=4, m=2). Hid (n=3, 
in=2) and Ilia (n=m=2), respectively. 

Another series of preferred compounds are those of the 
following formulas : 



" HN 



ji 

H^N N -iCH^ N— (CW2)lO-n — CO2H 

H H 



15 



20 



25 



t^N^N-(CH2)n— 0-C-(CH2)9.n— COjH 
H 



HN o 

u „ ivc 

HjN'^N-KCHa);, N-C-N-(CH2)8.n — COgH 

H H H 



HN o IVd 

HjjN N— (CH2)n 0-C-N-(CH2)8.n — COgH 

30 " • " 



IVe 

HN 
JI 

HgN'^NHCHzjn— SS— (CH2)9^,— CO2H 
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wherein n is at least 1 and at most 7 in formulas IVc 
and IVd, 8 in formulas rvb and IVe, and 9 in formula IVa. 

The invention further comprises salts of the surrogates 
of the invention derived from organic or inorganic bases. 
5 The compounds of formula la are prepared by a process 

comprising of the following steps: 

(a) coupling an N- protected aminocarboxylic acid of the 
formula ZNH-(CH2),x-C00H (wherein Z is a protecting group, 
such as N-t-butyloxycarbonyl, herein N-t-Boc) with an alkyl 

10 ester of an aminocarboxylic acid of the formula HaN- 
(CH2)9^«-C00R, wherein R is lower alkyl, using standard 
procedure, for example, with 1 , 3-dicyclohexylcarbodiimide and 
1-hydroxy-benzotriazole or N-hydroxysuccinimide; 

(b) removing the protecting group from the obtained com- 
15 pound of the formula 2NH-(CH2)n-C0-NH-{CHa)©_xx-C00R, 

for example, with trifluoroacetic acid, resulting in a 
compound of the formula H2N-(CH2),^-C0"NH- {CHa)©-^- 
COOR; and 

(c) converting the free amino group to a guanidino 
20 group, for example, by reaction with 3,5-dimethyl- 

pyrazole 1-carboxamidine nitrate, with concomitant removal of 
the ester group R. 

According to the above process, the compounds SF-6,5 and 
AC-15 were prepared by coupling methyl 6-aminohexanoate with 

25 N-t-butyloxycarbonyl-5-aminopentanoic acid, or methyl 5- 
aminopentanoate with N-t-butyloxycarbonyl-6-aminohexanoic 
acid, respectively, using 1,3-dicyclohexylcarbodiimide and 
1-hydroxybenzotriazole in dichloromethane . The butyloxy- 
carbonyl protecting group was then removed by 50% trifluoro- 

30 acetic acid in dichloromethane, and the amine was converted 
to guanidine using 3,5-dimethylpyra2ole 1-carboxaiaidine 
iiitrate at pH 9,5. The methyl group was removed xinder the 
reaction conditions. 

Compounds of f ormul a I c are prepared by s t epwi s e 

35 synthesis on a Merrifield resin according to standard 
procedure (Barany and Merrifield, 1980), Thus an N-t-Boc- 
omega-amino acid is prepared and coupled to a 
chloromethylated polystyrene 1% divinyl benzene by the cesium 
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salt method. Coupling on the polymer may be carried out 
loanually with 2 fold excess of the N~t-Boc-omega-amino acid 
with an. equimolar mixture of N^N'-dicyclohexylcarbodiimide 
and l-hydroxybenzotriazole as reagents. Deprotection by 50% 
5 trif luoroacetic acid in methylene chloride and coupling to 
the next N-t-Boc-omega-amino acid under the same conditions 
yields the final product coupled to the polymer. Deprotection 
and cleavage from the resin is achieved by treatment with 
anhydrous HF» The crude product is extracted in 50%^ acetic 
10 acid and lyophilized. Conversion of the andno to the 
guanidino group is carried out as described above for the 
preparation of compound la. The final product is purified by 
reverse phase chroiaatography followed by preparative HPLC 
purification . 

15 Compounds of formula lb are prepared by a stepwise 

synthesis comprising coupling of a monoprotected diamine of 
the formula ZNH-{CHa)«-NH2 with a monoalkyl ester of a 
dicarboxylic acid of the formula H00C-CCH2)s»-«-C00R, 
wherein R is lower allc^l, and removal of the protecting group 

20 and conversion of the amino to the guanidino group, as 
described above in steps (b) and (c) for the preparation of 
compounds of formula la- For example, when n is 3, N-mono- 
benzyloj^carbonyl-propanediamine is coupled with the mono- 
methyl ester of suberic acid. 

25 Compounds of formula Id are prepared by first coupling 

an aminocarboxylic acid of the formula* H00C-(CH2)«-NH2 
with a monoester of a dicarboxylic acid of the formula 
HO0C-(CH2)«i-COOR, wherein R is lower alkyl, followed by 
further coupling with a monoprotected diamine of the formula 

30 ZNH-(CH2)ae-NHa/ removal of the protecting group and 
conversion of the amino to guanidino group as described 
above. When x is 3 and n==m«2, p-alanine is coupled with 
monomethylsuccinate and the resulting compound is coupled 
with N-monobenzyloxycarbonyl-propanediamine . 

35 Compounds substituted by amino or carb03^1 groups, such 

as those of formulas Ila, Ufa and lie above, are prepared by 
stepwise synthesis on a Merrifield resin, using the 
appropriate substituted aminocarboxylic acid and/or 



-14- 



PC1/U5>V2/UW51 



inonoprotected diamine (comp. lie). 

Compounds of the formulas Illa-e are prepared by 
stepwise synthesis on a Merrifield resin according to 
standard procedure as described above for preparation of 
5 compoxinds of formula Ic. 

Compounds of formula IVa are prepared by a process 
comprising coupling of a monoprotected diamine of the formula 
ZNH-(CH2)xi-NH2 (wherein Z is a protecting group, such 
as N-t-Boc or benzyloxycarbonyl ) with an alkyl ester of an 

10 omega-bromocarboxylic acid of the formula Br-(CH2. )io-rx- 
COOR wherein R is lower alkyl, using standard procedure, for 
example, dimethyl formamide as solvent and triethyl amine as 
base. Removal of the protecting group and conversion of the 
primary amine to the guanidino group is carried out as 

15 decribed above for the preparation of compounds of the 
formula la. Thus, to prepare a compound wherein n is 5, N- 
monobenzyloxycfiirbonyl-pentanediamine is coupled with the 
methyl ester of 5-bromovaleric acid. 

Compounds of formula IVb are prepared by a process 

20 comprising coupling of an N-protected amino alcohol of the 
formula ZNH-(CHa),x-OH with a monoester of a dicarboxylic 
acid of the formula H00C-(CH2)9-rx-C00R using 1,3- 
dicyclohexylcarbodiimide as the coupling agent. Removal of 
the protecting group and conversion of the -primary amine to 

25 the guanidino group is carried out as described above for the 
preparation of compounds of the formula la. Thus to prepare a 
compound wherein n is 5, N-t-butyloxycarbonylamino pentanol 
is coupled with monomethyl adipate. 

Compounds of formula IVc are prepared by a process 

30 comprising reaction of an omega-bromocarboxylic acid ester of 
the formula Br-(CHa)B-rx-COOR and sodium cyanate, thus 
forming an omega-isocyanatocarboxylic acid alkyl ester of the 
formula 0CN-(CH2)8-n-C00R acid. Further reaction with a 
monoprotected diamine of the formula ZNH-(CH2),^-NH2 

35 produces the protected urea of the formula ZNH-CCHa),^- 
HNCONH(CHa)B-xi-COOR. Removal of the protecting group and 
conversion of the primary amine to the guanidino group is 
carried out as described above for the preparation of 
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compounds of the formula la. a?hus^ to prepare a compound 
wherein n is 3, 5-bromovaleric acid methyl ester is converted 
to 5-isocyanatovaleric acid methyl ester which is then 
reacted with N-monobenzyloxycarbonyl-propanediamine. 
5 Compounds of formula IVd are prepared by reacting an 

omega-isoc^anatocarboxylic acid alJqrl ester of the formula 
0CN-(CH2)B-xx-C00Rr prepared as above, with an N-protected 
amino alcohol of the formula ZNH-(CH2)xx-0H to form the 
protected carbamate of the formula ZNH-(CH2)»- 

10 0C0NH(CH2)8-«.-C00R- Removal of the protecting group and 
conversion of the primary amine to the guanidino group is 
carried out as described above for the preparation of 
compounds of the formula la. For example, to prepare a 
compound wherein n is 3, 5-isocyanatovaleric acid methyl 

15 ester is reacted with 3-N-t-butyloxycarbonylamino propanol. 

Compounds of formula IVe are prepared by a process 
comprising the following steps : (a) an omega-acetylthio- 
carbosylic acid alkyl ester of the formula CH3COS- 
(CH2)9-xx-C0OR is prepared by reaction of an omega- 

20 bromocarboxylic acid all^l ester of the formula Br- 
(CH2)9-zx-C00R with sodium thioacetate, (b) an N-protected 
amino alcohol of the formula ZNH-(CH2)xx-0H is converted 
first to its tosylate by reaction with p-toluene sulfonyl 
chloride . in pyridine and then by reaction with sodium 

25 thioacetate, to the thioacetate of the formula ZNH- 
(CH2),x-SC0CH3, (c) the acetate groups of the compounds 
prepared in steps (a) and (b) are removed under basic 
conditions, e.g., sodium carbonate, producing the 
corresponding thiol compounds; and (d) the asymmetrical 

30 disiafide of the formula ZNH-(CH2)«SS{CHa)s»-«-C00R 
is then formed by reaction of the two thiols of step (c) 
using diethyl azadicarboxylate as oxidation agent. For 
example, to prepare a compound wherein n is 4, 5-bromovaleric 
acid methyl ester is converted to the protected thiol by 

35 reaction with sodium thioacetate, and N-t-butyloxycarbonyl-4- 
aminobutanol is converted to the corresponding tosylate 
followed by substitution with soditim thioacetate. The acetate 
groups are then removed under basic conditions and the 
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resulting N-t-butyloxycarbonyl-4-aininobutanethiol is added to 
a solution containing the resulting S-mercaptovaleric acid 
methyl ^ster and diethyl azadiacarboxylate . 

All the final compounds were purified on preparative RP- 
5 18 columns and were judged pvire by thin layer chromatography 
(single spot) and ^-h nmr spectroscopy. Compounds were 
characterized by ^YL NMR and FAB MS spectroscopy which were 
consistent with the assigned structures. 

The RXD surrogates of the invention can' inhibit 
10 biological interactions which are dependent on RXD 
recognition. Examples of versatile recognition processes 
mediated by the RXD pattern encompassed by the present 
invention include, but are not limited to, cellular and 
iaolecular interactions involving the RGB, RYD, RED, RAD, RPD 
15 and DGR sequences, in particular integrin-mediated RGD- 
dependent interactions. 

The non-peptidic RXD surrogates of the invention inhibit 
cell adhesion. As used herein the term "cell adhesion" 
encompasses any of the following interactions : (a) cell-cell 
20 adhesion, illustrated by platelet aggregation; (b) cell 
adhesion to glycoproteins of the serum or of the ECM, 
illustrated by adhesion of lymphocytes and metastatic tumor 
cells to RGD-containing glycoproteins of ECM; (c) pathogenic 
organisms adherence to RGD-containing glycoproteins of ECM, 
25 illustrated by adhesion of Trypanosoma cruzi to fibronectin; 
and (d) cell adhesion to RGD-containing non-ECM proteins, 
illustrated by adhesion of lymphocytes to the tat factor of 
HIV-1 . 

The surrogates of the invention are capable of 
30 inhibiting platelet aggregation. The interaction of 
lymphocytes and tumor cells with FN present in the 
interstitial matrix and on cell surfaces have been postulated 
to play a major role in cell adhesion and migration, in view 
of the ability of RGD surrogates to interfere with platelet 
35 aggregation, it was tested whether they could also 
competitively inhibit T lymphocytes and tumor cells binding 
to FN or VN; such inhibition has been shown to be strongly 
associated with the RGD sequence on both of those adhesive 
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proteins (van Seventer et al^ 1991; Shimizu et al,. 1990; 
Adler et al, 1991; Ruoslahti et al^. 1989). The answer was 
positive- and the results are shown in Tables lA and IB 
hereinbelow. 

5 As inhibitors of cell adhesion the compounds of the 

invention can inhibit adhesion of cancer cells to fibronectin 
and vitronectin, and thus can prevent metastasis. They also 

block lymphocyte migration to tissues and thus inhibit 

*, 

several immune disorders, such as allergy, which depends on 
10 immune cells. They also inhibit platelet aggregation and thus 
can be used in the prevention and/or treatment of platelet 
thrombosis, thromboembolism, reocclusion after angioplasty of 
coronary and other arteries and myocardial infarction. In 
addition, the surrogates inhibit key lymphocyte interaction 
15 with certain antigen-presenting cells and thus inhibit T cell 
activation, being useful in the treatment of autoimmune 
diseases. Through competition with fibronectin recognition 
by fibroblasts implicated in the fibrosis process, the 
surrogates inhibit scar tissue formation at a very early 
20 stage, being useful in wound healing process. 

Thus in one preferred embodiment, the compounds of the 
invention are RGD surrogates and will inhibit both cellular 
and molecular interactions which are RGD dependent. In this 
respect, the compounds are useful in the treatment of a 
25 series of disorders, including thrombosis, autoimmune 
diseases, metastasis, immune disorders such as allergy, graft 
versus host and host versus graft reactions, and in wound 
healing in the inhibition of scar formation. 

The compounds of the invention can be administered to 
30 patients by any suitable route including oral and parenteral 
routes, e.g., intravenous, subcutaneous or intramuscular 
injection. An effective but essentially non-toxic quantity 
of the compound will be employed in the treatment. Effective 
amounts may be within the range of 0.01 to 1 mg/kg, 
35 preferably 0.5 mg/kg on a regimen in single or several daily 
doses . 

The invention further provides a pharmaceutical 
composition comprising as active ingredient a surrogate 
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according to the invention and a pharmaceutically acceptable 
carrier. The compositions may be in the form of tablet, 
capsule^^ solution or suspension containing from about 0.7 to 
70 mg per unit of dosage of an active compound of the 
5 invention or mixtures thereof. The compounds may be 
compounded in conventional manner with a physiologically 
acceptable vehicle or carrier, excipient binder, 
preservative, stabilizer, etc. For example, injections for 
intravenous administration may be prepared in saline; at a pH 
10 level of e.g. 7.4, suitable for achieving inhibition of 
platelet aggregation. 

In another embodiment the RGD surrogates of the 
invention can be used as promoters of cell adhesion to a 
surface, for example, in vivo uses such as coating of medical 
15 devices, including prostheses or implants, e.g.^ vascular 
implants thus facilitating the attachment of cells thereto. 
They . may also be used in vitro for coating of substrates, 
e.g. cell culture substrates to promote cell adhesion. 

The following examples are intended to illustrate, by 
20 way of example, the principles of the invention, without 
limiting it thereto. 

EXAMPLES 

Example 1> Preparat ion of 6-a2a-7-oxo-12-ananidino-dodecanoic 
acid 

25 1.1 Preparation of N-t-Boc-6-aminohexanoic acid [compound 
2]. 

Di-t-butylpyrocarbonate (8.31g, 38 mmol) was added to a 
solution of 6-aminohexanoic acid [compound 1] (5g, 38 mmol) 
and sodium hydroxide (38 ml, 2N solution) in dioxane (30 ml). 

30 The solution was stirred at room temperature for 4 

hours , then it was acidified with 2K HCl and poured into 
ether (100 ml). The phases were separated, the ether layer 
was dried and removed under reduced pressxire, whereupon 
compotind [2] was obtained and used in the next step without 

35 further purification. 

1.2 Preparation of methyl 5-aminopentanoate [compound 4]. 

5-Aminopentanoic acid [compound 3] (5g, 41 mmol) was 
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added to a saturated HCl solution in dry methanol (100 ml). 
The solution was left for 3h at room temperature and the 
methanol-was removed imder reduced pressure. The residue was 
redissolved in a minimum amount of methanol and precipitated 
5 l>y addition of ether / whereupon the white crystaline compound 
[4] was obtained, filtered, washed with ether, dried in 
vacuo and used in the next step without further purification. 

1*3 Coupling of compounds [2] and [4] by the active ester 
10 method. 

An active ester of compound [2] was generated by 
addition of l,3-dicyclohe:qrlcarbodiimide (DCC) (490 mg, 2.37 
mmol) to a solution containing compound [2 J (500 mg, 2.16 
mmol) and N-hydro3r^succinimide (273 mg, 2.37 mmol) in 

15 CHaCla/THP 1:1 (v/v) solution^ (7 ml) and left overnight 
at room temperature. The resulting active ester solution was 
filtered to remove dicyclohexylurea (DCD) generated in the 
reaction and washed with dry CHaCla . A solution of 
compound [4] containing triethyl amine (to neutralize the 

20 amine hydrochloride) in DMF (5 ml) was then added to the 
active ester of compound [2] solution. After 5 h, the 
solution was poured into 5% aqueous sodium bicarbonate (100 
ml) and the product was extracted with ether. The ether was 
dried over NasaSO* and removed under reduced pressure, 

25 whereupon the crude product [5] was obtained pure enough for 
the next step. 

1.4 Removal of the N-t-Boc protecting group. 

The crude product [5] was dissolved in CHaCl^iTFA 

30 (trifluoroacetic acid) 1:1 v/v at 0*»C. After 30 min, the 
solution was allowed to warm to room temperature for 30 min. 
The solvents were removed under reduced pressure, the crude 
product was dissolved in water and washed with ether. The 
water was removed under reduced pressure, whereupon the 

35 crude product with a free amino group was obtained and used 
in the next step without further purification. 
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1.5 Preparation of the compound SF-6,5 

3,5-Diinethylpyra2ole 1-carboxamidine nitrate (175 mg, 
.87 mmol) was added to a solution containing the deprotected 
amine (200 g, 0.87 mmol) obtained in step 1.4 in ethanol (5 
5 ml), and NaOH (2N) was added to the solution to bring the pH 
to 9.5. The solution was stirred overnight at 50 °C, the 
solvent was removed under reduced pressure and the crude 
product SF-6,5 was purified by reverse phase chromatography, 
followed by HPLC using RP-18 column. Purity was checked by 
10 NMR. 

NMR: 3.18(t, J=6.54 Hz, 2H) ; 3.ie(t, J=6-90 Hz, 2H) ; 2.39(t, 
J=7.19, 2H); 2,23(t, J=7.21 Hz, 2H); 1.64-1.49(M, 8H); 1.33 
(tt, 2H). FAB-MS (m/e): 273.3 M+1). 

15 Example 2 . Preparation of 7-a2a-8-oxo-12-auanidino-dodecanoic 

acid rAC-151 . 

The compound AC-15 was prepared similarly to compound 
SF-6,5 as described in Example 1, but using as starting 
materials methyl 5-aminopentanoate and N-t-butyloxycarbonyl 
20 6-aminohexanoic acid. Purity was checked by NMR. 

NMR: 2.98(t, J^6.45 Hz, 2H) ; 2.97(t, J=6.69 Hz, 2H) ; 2.06(t, 
J=6.79 Hz, 2H); 1.97(t, J=7.38 Hz, 2H); 1.49~l,24(m, 8H) ; 
1.16-1.05(tt,2H) . FAB-MS: (m/e) : 273.3 (M+1). 

25 Example 3 , Preparation of compound SF-6,6 

This compound has an extra methylene group in the spacer 
chain and was used for comparison with the compounds of the 
invention. It was prepared similarly to compound SP-6,5 as 
described in Example 1, but using as starting compounds N-t- 

30 Boc-6-aminohexanoic acid and methyl 6-aminohexanoate. 

NMR: 3.03(t, J=6.75 Hz 2H); 3.02(t, J=6.96 Hz, 2H) ; 2.23(t, 
J«7.38, 2H); 2.09(t, J=7.28 Hz, 2H) ; 1.46{M, 6H); 1.37(Q, 
2H); 119(tt,4H). FAB-MS (m/e): 287.3(M+1). 

35 Example 4 , Prepciration of compound SFN-70 

This confound has a sdLmilar structure to compound SF- 
6,5, but instead of a terminal guanidino group it has a 
primary amino group. It was prepared by hydrolysis of the 
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appropriate ester from Example 1.4 in aqueous base,- and used 
for comparison with the compounds of the invention. 

Ryarrtple 5 . Pyf^pa -r ation of 4 ..S-diaza-S r9-dio3go-12-(nia3 rtT H-itio- 
5 dodecanoic acid rAC-14K 

ll-t-Boc•^-alanine was prepared as described in Example 1 
for the 6-aminohexanoic acid and was coupled to a 
chloromethylated polystyrene 1% divinyl benzene by the cesium 
salt method- Thus t-Boc-p-alanine (1.73 0.01 mbl) was 
10 dissolved in water (10 ml) and the pH was adjusted to 7.0 by 
adding a solution of IM CsaCOa. The solvent was removed 
under reduced pressure and the residue was dried in vacuo 
over P2O5. The dry salt was dissolved in DMF and was 
added to the polymer. The mixture was kept at 50 for 12 h 
15 with occasional shaking. The solvent was filtered off and the 
polymer was washed successively with DMF, DMF: water 9:1 
mixture and ethanol and was dried in vacuum. Coupling on the 
polymer was carried out manually. Thus after deprotection 
with 50% trifluoroacetic acid in methylene chloride, 
20 coupling to N-t-Boc-p-alanine was performed with 2 fold 
excess of the protected amino acids with an equimolar mixture 
of 1,3-dicyclohexyl-carbodimide and l-hydroxybenzotriazole as 
reagents. Deprotection and coupling to N-t-Boc-garama-cimino- 
butyric acid under the same conditions gave the final product 
25 coupled to the polymer. Deprotection and cleavage from resin 
was achieved by treatment with anhydrous HF. 

The crude product was extracted in 50% acetic acid and 
lyophilized. Conversion of the amino to the guanidino group 
was carried out as described for the preparation of compound 
30 SF-6,5 in Example 1. The final product was purified by 
reverse phase chromatography followed by preparative HPLC 
purification. 

AC«14, MMR;3.58(t, J=^6.41 Hz, 2h); 3.52(tr J=6.74 Hz, 2H) ; 
2.56(t, J=6.42 Hz, 2H) ; 2.53(t, J=6.72 Hz, 2H) ; 2.44(t, 
35 J=7.25 Hz, 2H) ; 2.00 (Q, 2H) . FAB-MS: (m/e) : 288.3 (M+1). 
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Example 6 > Preparation of 4 . 7-diaza-5 ^ 8-dioxO"12"Cnianidino- 
dodecanoic acid r compound AC-41 

This compotind corresponds to the formula (Ic) where x is 
4, n is 1 and m is 2. It was prepared similarly to compound 
5 AC-14 as described in Example 5. 

HMR; 3.70(S, 2H) ; 3.31(t, J==5.3 Ez, 2H); 3«04(t, J=6.6 Hz, 
2H); 2,44(t, J=6,4 Hz, 2H); 2.19(t, J=6.7 Hz, 2H); 1.46(M, 
4H). FAB-MS: (m/e): 288.3 (M+1). 

*. 

10 Example 7 , Preparation of 4 > 8-diaza-5 , 9-dioxo-7-carboxv-12- 
ouanidino-dodecanoic acid r compound Ila] 

Compound [Ila] was prepared on a Merrifield resin 
starting with N-t-Boc-p-alanine coupled to the polymer as in 
Example 5. Coupling on the polymer was carried out manually 

15 as in Example 5, first coupling to a-benzyl N-t-Boc-aspartic 
acid followed by coupling to N-t-Boc-gamma-aminobutyric acid, 
Deprotection, cleavage from the resin and conversion of the 
amino to the guanidino group were carried out as in Example 
5. 

20 

Example 8 . Preparation of 4 > 8-diaza-5 , 9-dioxo-3-carboxv-12- 
ouanidino-dodecanoic acid r compound Ilbl 

For preparation of the compound [llh], a-benzyl N-t- 
Boc-aspartic acid was coupled to the Merrifield resin by the 
25 same method described in Example 5. Stepwise synthesis by 
addition of N-t-Boc-p-alanine followed* by coupling to N-t- 
Boc-gamma-aminobutyric acid produced after deprotection^ 
cleavage, conversion of the amino to the guanidino group and 
reverse phase chromatography, the compound [lib]. 

30 

Example 9 , Preparation of 4 , 9-diaza-5 , 8-dioxo-7-amino-12- 
ouanidino-dodecanoic acid rcomponnd Ilcl 

Compound lie was prepared by stepwise synthesis in 
solution starting with benzyl p-alanine using the active 
35 ester method as in the Merrifield method. Thus benzyl p- 
alanine was coupled to a-benzyl N-t-Boc-aspartic acid and the 
product was deprotected in TFArCH^Cla 1:1 as in Example 
I.4. It was then coupled to monobenzyloxycarbonyl 1,3- 
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propanediamine. Deprotection, followed by conversion of the 
amino to the guanidino group as described in Example 1.5, 
gave compound lie which was purified by reverse phase 
chromatography . 

5 

w^atn pT^ m . PT-enaration of 9 -aza-8-oxo-12-qnanidiiig=: 
Hrtritarian oic acid rcomponn d lb. wherein n=3T 

10.1 The diprotected diamine H2N-(CH2)3-NH:= was 
prepared by adding benzyloxycarbonylchloride (1.2 mole) with 

10 2 equivalents of IN NaOH to a solution of the diamine (1 
mole) in water (500 ml). The product was washed with water 
and hexane, dried over PaOs, and recrystallized from 
ethanol. 

10.2 The monoprotected diamine was prepared txy heating 
15 under reflux a solution of (0.06 mole) of the diprotected 

diamine in glacial acetic acid (100 ml) and concentrated HCl 
(10 ml, 0.12 mole) for 1 h and allowing to stand at room 
temperature overnight. The dihydrochloride of the diamine was 
crystallized and was filtered. The monobenzyloxycarbonyl- 
20 propanediamine was precipitated from the filtrate by the 
addition of ether. It was filtered, washed with ether and 
dried and was found to be pure enough for use in the next 
step. 

10.3 1,3-Dicyclohexylcarbodiimide (490- mg), 2.37 mmol) 
25 was added to a solution containing monomethyl suberate (2.16 

mmol) and N-hydroxysuccinimide (2.37 mmol) in CHaCla/THF 
Isl (v/v) solution (7 ml). The reaction was left overnight 
at room temperature, the solution was filtered to remove DCU 
and washed with dry CHaCla. Monobenzyloxycarbonyl- 

30 propanediamine of step 10-2 in solution containing triethyl 
amine (to neutralize the amine hydrochloride) in DMF (5 ml) 
was then added to the active ester solution. After 5 h, the 
solution was poured into 5% aqueous sodium bicarbonate (100 
ml) and the product was extracted with ether. The ether was 

35 dried over HaaSO* and was removed under reduced pressure. 
The crude coupling product was pure enough for the next step. 

10.4 The benzyloxycarbonyl protecting group was removed 
and the crude amine was converted to the guanidine (the 
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methyl ester group was cleaved under the reation conditions ) , 
as described in previous examples. Purification by reverse 
phase chromatography afforded the title product. 

5 Example 11 Preparation of 5r9-diaza"4,8-dioxO"12"CruanidinO" 
dodecanoic acid r compound Id, where x=3 and n==m=21 

1,3-Dicyclohexylcarbodiimide (490 mg, 2.37 mmol) was 
added to a solution containing monomethyl succinate (2.16 
mmol) and N-hydroxysuccinimide (2.37 mmol) in CH2CI2/THF 

10 1:1 (v/v) solution (7 ml). The reaction was left overnight 
at room temperature. The solution was filtered to remove DCU 
and washed with dry CH2CI2. ^-alanine solution in DMF (5 
ml) was then added to the active ester solution. After 5 h, 
the solution was poured into water (100 ml) and the product 

15 was extracted with ether. The ether was dried oyer NaaSO-i 
and removed under reduced pressure. The crude coupling 
product was pure enough for the next step. Coupling with 
monobenzy loxy car bony 1-propanedi amine , deprotection , conver- 
sion of the amine to the guanidine and purification was done 

20 as in previous examples. 

Example 12 > Preparation of compound NS-11 

N-t-Boc-p -alanine was prepared as described for the N-t- 
Boc-6-aminohexanoic acid in Example 1 above and was coupled 

25 to a chloromethylated polystyrene 1% divinyl benzene by the 
cesium salt method. Thus t-Boc-p-alcinine (1.73 g, 0.01 mol) 
was dissolved in water (10 ml) and the pH was adjusted to 7.0 
by adding a solution of IM CsaCOa. The solvent was 
removed under reduced pressure and the residue was dried in 

30 vacuo over PaOs* The dry salt was dissolved in DMF and 
was added to the polymer. The mixture was kept at 50 °C for 
12h with occasional shaking. The solvent was filtered off and 
the polymer was washed successively with DMF/ DMF:water 9:1 
mixture and ethanol and was dried in vacuo. Coupling on the 

35 polymer was carried out manually , first with N-t-Boc 
nipecotic acid (prepared as described for the 6-aminohexanoic 
acid) followed by N-t-Boc a-aminobutyric acid. All couplings 
were performed with 3 fold excess of protected amino acid 
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derivatives with an eciulnolar Mi:.t«re of N.H'-dlcydoh-rl- 
Zl^U^^ ^ l.hydrc:^<.t.ia.ole as reagents^ 
I«p.oteotK.a and cleavage fr«a resin was --^^^^ 
^Lt^t With anhydrous H.. T.e crude product was ^ac^^ 
5 Z 50% acetic acid and lyophilized. Conversxcn of the ax-no 
Z ^e guanidino ,roup was carried out as described a^e 
The final product was purified ^ '^;Z.on 
chromatography toIXowed by preparative HPLC pur.f.cat.on. 

,nKaMDlel3. - t"-^'"" rn.winnnrt F NS-8 and Mff-l^ 

" C-^^i;^n^^ wasTepared on a «err«ield resxn 

• vs +■ nnf-B-alanine coupled to tne 
^Sitma^ starting with N-t-Boc-p axctuj.* 

as in ET^npie 5. Coupiings on the polymer were 
ca^ed out .anualiy as in Exa,*Xe 5, coupXin, f^st to H-t- 
X5 hutyxoxycarbonyx pipecoXic acid foXXowed by coupX^ o »-t- 
butyXo^^carbonyX 5-aBlnovaXeric acid. ^J^^"^ 
tS resin and conversion of the amno to the guanxdxnxum 

group were carried out as in BxanjiXe 5. 

X3.2 compound KS-X5 was prepared on a «err.f.eXd resxn 

20 (Slana) starting with N-t-Boc-p-aXanine coupXed to the 
as in We S. Couplings on *e PoXy^=^ 1^ 
carried out manuaXXy as in BcampXe 5, ccupXxn, first to H t 
butyXo:^carbonyl 3-a^oben.oic acid foXXowed by c-P^--^ °f 
H-2buSxo:.ycarbonyX p-aXanine. Deprotection, . 

25 the resin and conversion of the aBino to the guanxdzn^u. 

group ware carried oat as in Example 5. • ^ _„ „s 

All ccnpounds were characterised by -S-mB. and KB-MS 
which were consistent with the assigned structures depicted 
in Fig. 2. 

30 

Tg^atnnle 14 . n.^^«-t^nfc with trvpsi^ 

compound SF-6,5 and the GRGDS peptide {50 ..g xn 100 ^1 
PBS) vie incubated at 37»C and exposed to 0.25% trypsin 
lG!L;50.1in modified Puclc's buffer). Aliguots were 
35 ILn Ifter 5, 30 and 60 min and monitored.by HPLC at 220 - 
compound sr-6,5 was found intact after 60 mm wh.le the GRGDS 
peptide was completely hydrolized after 5 min. 
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Example 15, Inhibition of T cell adhesion to ECM protein 

To examine the adhesive properties of the T cells, 1 
jtg/SO ijul/well of either fibronectin (FN) (Sigma), the 120kD 
cell attachment fragment of FN (Telios Pharm. Inc. San Diego, 
5 CA), or laminin (LN) (Sigma), were added to 96-flat bottom 
microtiter-wells for 12h, Unbound proteins were then washed 
away and remaining binding sites were blocked with 0.1% 
bovine semim albumin (BSA) added to the wells for 2h and 
washed. CD4+ T cells were purified from peripheral blood 

10 mononuclear leukocytes obtained from healthy human donors. 
The mononuclear cells were isolated using a Ficoll gradient, 
washed and incubated in RPMI supplemented with 10% fetal calf 
serum (PCS) and antibiotics in petri dishes at 37<»C 
humidified CO2 incubator. After 2h, the non-adherent cells 

15 were isolated and applied on nylon-wool columns (1.5 h) . 
0)4"*- T cells were then negatively selected by exposxire of 
the cells to a cocktail of anti-CD8, CD19, and CD14 
monoclonal antibodies (mAb) conjugated to magnetic-beads 
(Advanced Magnetics, MA). Unboxmd cells were recovered and 

20 their phenotype was examined. Purity of the 004-*- T cells 
was always greater than 92% as determined by FACScan. 

The purified CD4'*- T cells were radioactively labeled 
with ^=»-CCr] (New England Nuclear) in RPMI + 20% FCS for 2h 
and washed. The cells were counted and seeded (0.2x10^ 

25 cells) on the precoated microtiter wells in the presence or 
the absence of the various inhibitors.* Coating was made 
either with FN, the 120 kD cell-attachment fragment of FN or 
with control adhesive protein laminin (LN). The inhibitors 
were various surrogates according to the invention, other 

30 test molecules or mAb. After 30 min incubation (in 37 °C 
CO2- humidified incubator) the T cells were activated by 10 
ng/ml phorbol myristate acetate (PMA) and the percent of T 
cells attached to the protein substrates was measured. 
Unbound cells were washed away after 20-30 min, the bound 

35 cells were lysed and their radioactivity was measured using 
radioactive counter. The amount of the radioactivity of the 
cell ly sates represent the laatrix-adherent cells and percent 
binding was calculated in comparison to the total 
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radioactivity added to the wells. Activated T cell adhesion 
to control wells or to wells coated with BSA was always 2- 
5%; the- level of adhesion of the non-activated T cells was 
always below 5%. Where indicated, 1/200 diluted mAb anti-CD29 
5 (anti-pi mAb Serotec, GB) , or 1/400 diluted anti-VIA5 
(the pla5 FN-integrin receptor) mAb (Telios Pharm. Inc. San 
Diego), or 0.2 itiM of RGD, GRGDSPK or GRGESP peptides (Sigma) 
were used. The tested non-peptidic surrogates, 0.2 inM in PBS, 
were used to pretreat the T cells for 15 min before -seeding 

10 the cells *, P < 0.05. The results shown in Tables lA, IB 
and IC represent data obtained from several experiments that 
produced essentially similar results. 

in the first series of experiments shown in Table lA,in 
which the 120 kD fragment of EN was used, activation of the T 

15 cells resulted in cell adhesion to both FN or LK (none) . 
Blocking studies using various mftb to specific integrin sites 
revealed that T cell binding to both proteins is mediated by 
pl-VIA integrins: anti-pl mAb {anti-CD29 mAb) inhibited cell 
adhesion to both proteins whereas anti-VIA-5 mAb inhibited T 

20 cell adhesion to FN but not to LN. T cell adhesion to FN was 
specifically inhibited by 0.2 mM RGD or GRGDSPK peptides but 
not by the control peptide GRGESP. The four RGD surrogates, 
AC-4. AC-14, SF-6,5 and AC-15 inhibited T cell adhesion to FN 
but not to with a most prominent inhibition exerted by 

25 the SF-6,5 surrogate. The RGB surrogate SF-6,6 and the amino 
compound SEN-70 did not inhibit T cell adhesion to both FN 
and UH. 

The inhibitory effect of the RGD analogues on T cell 
adhesion is not due to a toxic effect since these compounds 
30 did not inhibit T cell adhesion to IN nor did they interfere 
with PMA. or a mitogen(phytohemagglutinin) -induced T cell 
proliferative responses conducted for 48-72 h (data not 
shown). Thus, the non-peptidic RGD surrogates specifically 
interfered with T cell adhesion to FN. 

35 
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Specific iBhibition of CD4-*- T cell Adhesion 
to EN by RGD Smrrogates 

5 % Adhesion of activated CD4-^ 

T cell to : (% inhibition) 

Inhibitor of T cell 120 kD fragment of FN LN 
adhesion 

10 — 



None 




43±4 






55±5 




anti-CD29 


mAb 


10±2 


* 


(83) 


11±2 * 


(80) 


anti-VIA5 


mAb 


8±2 


* 


(82) 


52±4 


( 0) 


RGD 




38±3 




(12) 


57±3 


( 0) 


GRGDSPK 




20±2 


* 


(54) 


53±4 


( 0) 


6RGESP 




46±3 




{ 0) 


52±3 


( 0) 


AC- 4 




16±3 




(47) 


57±4 


( 0) 


AC-14 




25±4 


* 


(42) 


55±S 


( 0) 


SF-6,5 




22±2 


* 


(49) 


55±6 


( 0) 


AC-15 




35±5 


* 


(19) 


52±4 


( 0) 


SP-6,6 




46±2 




( 0) 


52±6 


( 0) 


SFN-70 




42±5 




( 0) 


49±6 


( 0) 



In a second series of experiments/ FN was used in the 
25 adhesion assay carrieid out with the RGD surrogates NS-8, NS- 
11 and NS-15 in comparison to RGDS peptide. The results shown 
in Table IB indicate that the compound NS-11 is a better 
inhibitor of cell adhesion than the RGDS peptide. 

30 



35 
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rnVBTiE IB 

Evalua-tlon of inhibllilon of CD4-^ T cell adhesion 
~ to EN by cyclic R6D surrogates 

5 Inhibitor of T cell % Adhesion of activated % Inhibition 
adhesion CD4- to FN of adhesion 



None 65 

RGDS 22 (67) 

10 NS-11 19 C'^) 

NSr-15 27 (59) 

KS-8 45 (31) 



15 In a third series of experiments , FN was used in the 

adhesion assay with the surrogates SF-6,5 and NS-11 and 
compared to the peptide GRGDSP. The results are shown in 
Table IC. 

TATIT.Tg TP 

20 Inhibition of CD4* T cell adhesion to EN by RGD surrogates 



inhibitor of T cell Cone, (itg.ml) % Adhesion of activated 
adhesion CD4- T cell to FN : 

{% inhibition) 



25 



GaiGOSP 


25 


40 




50 


50 




100 


75 


SF-6,5 


25 


10 




50 


25 




100 


38 




200 


55 


NS-11 


25 


30 




50 


50 




100 


85 
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Ryatnplf ^ 16. Inhibition of -hnmn-r cell adhesion 

To exert their metastatic activity, tiimor cells must 
penetrate blood vessel walls. Since RGD containing peptides 
have been shovm to inhibit metastasis in vivo, it was 
5 investigated whether the RGD surrogates of the invention 
inhibit tumor cell adhesion to the FN and vitronectin (VN) 
components of the ECM. 

To examine the adhesive properties of tumor cells, 1 
|ig/50|jLl/well of FN or 0.3 jLg/well of VN were added to 96-flat 

10 bottom microtiter wells for 12h, Unbound proteins were then 
washed away and remaining binding sites were blocked with 
0.1% BSA added to the wells for 2h and washed. Murine B16- 
melanoma F-1 cells were metabolically labeled with ^^S- 
methionine (New England Nuclear) for 2h^ chased for 18h and 

15 extensively washed. The cell suspension was resuspened in 
RPMI supplemented with 1% BSA containing ImM CaCla and 
MgCla. Tumor cell adhesion to control wells or to wells 
coated with BSA was always 2-5%. The tested non-peptidic 
surrogates,. 0.2mM in PBS, were used to pretreat the tumor 

20 cells for 15 min before seeding the cells *, P<0.05, The 
results are shown in Tables 2A and 2B. 

In a first series of experiments, the potential 
inhibitory action of the RGD surrogate SF-6,5 on adhesion of 
B16 melanoma cells to FN or VN was compared to that of the 

25 RGE surrogate SF-6,6 and to that of RGD, GRGDSPK and GRGESP 
peptides. The results are shown in Table 2A. 



30 
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InMbition of tumor cells adhesion to FN 
and VN using RGD surrogates 



5 Inhibitor of tnmor cell % Adhesion of B16-melanoma cells 

adhesion to : {% inhibition) 

FN VN 



15 



None 


75±5 




68±S 




RGD 


70±3 


( 7) 


66±6 


{ 0) 


6R6DSFK 


15±4 * 


(80) 


10±2 * 


(86) 


GRGESP 


73±5 


( 0) 


66±8 


( 0) 


SF-6,5 


34±4 * 


(55) 


40±5 * 


(42) 


SF-6,6 


75±9 


( 0) 


70±7 


( 0) 


The B-16 


murine melanoma cell 


adhesion 


to FN was 


found 



to be inhibited by the 6RGDSPK peptide, but not by RGD or the 
RGB peptides, nor bj the RGE-surrogate SF-6,6. Nevertheless, 
the RGD surrogate SF-6,5 inhibited tumor cell adhesion to 

20 both FN and VK. 

In a second set of experiments carried out in vivo, we 
were able to clearly demonstrate an inhibition of tumor cell- 
induced metastases in C57BL/6 mice by i.v. daily 
administration of 25 p.g of compound SF-6,5 per mouse after 

25 the induction of metastasis. Both the native peptide 6RGDSP 
and the compound SF-6,5 failed to inhibit metastases. 



30 
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10 



In a further set of experiments, the inhibitory activity 
of the RGD surrogates SF-6,5 and NS-11 on the adhesion of B16 
raurinejrielanoina cells to FN was compared to that of the 
GRGDSP peptide. The results are shown in Table 2B. 



TABLE 2B 

Inhibition of tumor cell adhesion to 
FN by RGD surrogates 



Inhibitor of tumor 
cell adhesion 



Cone. (|i.g.ml) % Adhesion of activated 

tumor cells to FN : 
(% inhibition) 



15 GRGDSP 


25 


30 




50 


40 




100 


65 


SF-6,5 


25 


10 


20 


50 


20 




100 


30 




200 


45 


NS-11 


25 


35 


25 


50 


45 




100 


70 


Examole 17. 


Inhibition of platelet aooreaatlon 



To investigate the inhibitory role of the RGD analogues 
30 on adhesion, the platelet 6PIIb-IIIa receptor which mediates 
platelet aggregation upon activation was used as a model. ■ 

Platelet concentrates were prepared from human whole 
blood in 10% adenine- citrate-dextrose in Fenwall bags (Baxter 
Travenol, Israel) followed by standard AABB protocol. 
35 Platelet rich plasma was prepared by centrifugation (2500rpm 
for 5 min). Samples of platelets were counted in a Minos AST 
Cell Counter (Levoiselle, Prance). Cell aggregation was 
induced by 5 mM ADP and monitored at 695 nmi in a 4-channel 
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Aggregometer (Bio-Data, Hatboro^ PA). To evaluate the effect 
of the various RGD peptides and the peptide analogues, the 
platelet— rich plasma was pre-incubated with the various 
inhibitors for 10 min at 37 °C with 10 p.1 solutions followed 
5 by the induction of aggregation. 

Figure 3 shows a dose-dependent curve of inhibition of 
platelet aggregation by the compounds SF-6,5 (filled circles) 
and SF-6/6 (empty circles). Compound SF-6,5r but not SF-6,6, 
was found to inhibit the aggregation of platelet rich plasma 

10 in a dose-dependent fashion with ICso of 0.3 mM. 

To examine the specificity of the inhibitory effect of 
the RGD-analogues on platelet aggregation, the cells were 
treated with various peptidic (RGD and GRGDSP) and non- 
peptidic (SF-6,5, SF-5,5 and AC-15) RGD analogues used at a 

15 fixed sub- saturating concentration of 0.5 inM. Fig. 4 shows in- 
hibition of platelet aggregation using 10 jtg/ml concentration 
of the inhibitors (the results shown here summarizes the data 
obtained from a total of 4 experiments). These results show 
that the tripeptide RGD itself was not an effective inhibitor 

20 while the larger peptide GRGDSPK exerted a marked inhibitory 
effect on platelet aggregation. In addition ^ the inhibitory 
effect of the RGD surrogates SF-6,5 and AC-15 was even higher 
than that of the GRGDSPK peptide. The control surrogate , 
compound SF-6,6/ had a very limited inhibitory effect on 

25 platelet aggregation reflecting the inability of RGB to 
inhibit platelet aggregation. 

Example 18 , TYihiyii-bloii of platelet aaoreaation by NS-11. 

An in vitro assay as described in Example 17 was carried 
30 out with the ccMapound NS-11 to examine its ability to 
interfere with platelet aggregation, and compared it to the 
SF-6/5 surrogate. 

Table 3 summcurizes the results obtained in analyzing the 
effect of both molecules on the ADP-induced platelet 
35 aggregation. 
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TABLE 3 

NS-11 mediated inhibition of platelet aggregation 



ComDOuiici 


Concentration 

• 


Percent inhibition 
of aggregation 


GR6DSP 


0.1 mM 


75 


SP-6 , 5 


0*1 mM 


25 




0.3 mM 


55. 


NS-11 


0.1 mM 


90 




0.3 mM 


100 



It can be summarized that the three compounds tested 
were found to induce inhibition of platelet aggregation. The 

15 surrogate SF-6,5 had a mild, though significant effect on 
aggregation : comparing its effect to that of the RGD- 
containing peptide on a mM basis, reveals that this molecule 
had slightly lower effect on the cell function. The results 
obtained indicate that NS-11 is a better inhibitor of 

20 platelet aggregation than SF-6,5. Moreover, this molecule is 
a significantly better inhibitor than the RGD-containing 
peptide. Its effect at the concentration of 0.1 mM is better 
than that of the RGD-peptide, used at the same concentration, 
by almost 20%. 

25 

Exas5Ele_19, Inhibition of platelet aaaredration bv NS-8> 

NS-11 > and 

Platelet rich plasma (PRP) was prepared from 
acid/ citrate/dextrose ant i- coagulated fresh human blood by 

30 differential centrifugation. Platelet aggregation was induced 
by 5mM ADP and monitored at 695 nm by a 4-channel 
Aggregometer (Bio-Data, PA). To evaluate the effect of the 
RGDS peptide and the NS-8, NS-11 and NS-15 analogs, the PRP 
was preincubated with the inhibitors for 10 minutes at 37 °C, 

35 prior to the induction of aggregation. As seen in Figure 5, 
compound NS-11 was a better inhibitor of platelet aggregation 
than either NS-8 and NS-15. Moreover, compound NS-11 was 
f otrnd to inhibit platelet aggregation better than the R6D- 
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containing peptide (RGDS). In fact, 50% inhibition of 
platelet aggregation was achieved using a 30-fold lower 
concent^tion of NS-11 than that of RGDS. 

5 Example 20 > Xnhibition of the binding car>acitv of anti-GPIIb- 

Xlla mab /PAC-1\ to platelets > 
To investigate whether the RGD surrogates actually bind 
to the GPIIb-IIIa integrin,. their ability to compete with a 
monoclonal antibody (mab) specific to GPIIb-IIIa was 

10 investigated. This mAb, designated PAC-1^ specific for the 
activated receptor, binds GPIIb-IIIa in an RGD-dependent 
manner (Taub, R. et al. (1989) J.Biol.Chem. 264: 259). 

ADP-activated platelets were inctibated with FITC- 
conjugated PAC-1 mab in the presence of various peptidic and 

15 non-peptidic compounds, as follows: the platelet rich plasma 
were gel-filtrated into modified Tryode's solution (137-5 mM 
Nacl, 4 mN Hepes, 2.6 mM KCl^ 1 iriM MgCla, 3.3 roM 
NaHsPO*, 5.6 mM glucose at pH 7.4) containing 350 p.g/ml 
BSA (which was used as the incubation buffer in further 

20 steps; Tryode's/BSA) . The final count in the cell assays was 
2x10^ per ml. The cells were then activated with 10 \lK ADP 
and epinephrine. To examine RGD peptides and related 
analogues as competitors for the binding capacity of the PAC- 
1 mAb to platelets r the cells were incubated in 50 |il 

25 Tryode's/BSA supplemented with 1 mM CaCls for 30 min in 
25 in the presence of 0-500 jlM peptides or peptide- 
analogues with 10 iig/ml FITC labeled PAC-1. The fluorescence 
profile of the cells was detenained using FACScan (Beckton 
Dickenson) at 488 nm. In Fig. 6: GRGDSPK (empty circles), 

30 6RGESP (filled triangles), compound SF-6,5 (empty triangles), 
compound SF-6,6 (filled circles) (the data shown here 
represent results obtained in one of three experiments which 
were essentially identical). 

The results shown in Fig. 6 indicate that both the RGB 

35 peptide and the RGB analogue compound SF-6r6 failed to 
inhibit PAC-1 binding to the platelet integrin receptor. 
However, the GRGDSPK and the RGD surrogate, compound SF-6,5, 
inhibited PAC-1 staining of the cells in a dose-dependent 
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manner. Thus, the ability of the RGD surrogate compound to 
inhibit platelet aggregation could be attributed to direct 
interference with the RGD binding site on the GPIIb-IIIa 
receptor . 

5 

Example 21 . Inhibition of PTE response to OX by treatment of 

mice with RGD surrogate 
To examine the regulatory role of SF-6,5 on T cell 
ianmunity and lymphocyte migration in vivo, a delayed- type 

10 hypersensitivity (DTH) reaction experiment was performed in 
which groups of BALB/c mice (6 mice per group) were 
sensitized on the shaved abdomen with the skin allergen 4- 
ethoxymethylene-2-phenyl oxazolone (OX) (10 \il of 3% OX in 
acetone/ olive oil) and challenged again 5 days later by 

15 applying OX to their ears. The increment in ear swelling was 
recorded 24 hours later as a measure of DTH. The individual 
measuring of ear swelling was blinded to the identity of the 
groups of mice. GRGDS, RGD surrogate compound SF-6,5 and RGE 
surrogate compound SF-6,6 were administrated I.V. in 200 ixl 

20 PBS into the tail vein on the indicated days. Control groups 
of mice were treated identically with PBS. 

The results shown in Table 4 indicate that treatment 
with compound SF-6,5 but not with SF-6,6^ inhibited the DTH 
response best when the mice were injected for 6 days (groups 

25 7 and 8, respectively). In addition, the RGD surrogate was 
found to be a better inhibitor of the DTH response than the 
GRGDS peptide, most probably due to shorter physiological 
retention- times of the latter (group 3). Indeed, as shown in 
Example 14, it was found that the compound SF-6,5, unlike the 

30 GRGDS peptide, was completely resistant to trypsin- induced 
hydrolysis. The results obtained in these groups did not 
differ significantly from those obtained in the positive 
control group (data not shown),*: P < 0.01; P values were 
measured in relation to group 2, the positive control group. 

35 These findings indicate that modulation of cell-mediated 
immune reactions in vivo may be achieved by relatively low 
doses of non-peptidic RGD analogue, most probcUsly by means of 
interfering with lymphocyte migration. 
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LIABLE 4 

JEnhrbltlon of KEH response to OX by treatment 
of mice wxth RGD surxrogate 

5 

Treatment of mice Elicitatxon of OX-mediated 

DTH response 

Group Compound: injected OX- A Ear swelling , % 
Q on days: sensitization (xlO-=* inhibition 

mm±SD) 



2 None - Yes 21±2 

15 3 GRGDSPK 1 to 6 Yes 17±3 20 

4 SF-6,5 1 Yes 16±3 20 

5 1, 3 Yes 13±2 34 

6 1, 3, 5 Yes 8±2 * 62 

7 1 to 6 Yes 2±1 * 95 
20 8 SF-6,6 1 to 6 Yes 23±4 None 



25 



30 



35 



wo 93/09795 



PCr/US92/09951 



REFERENCES 

Adler, M. ^ Lazarus^ A., Dennis, M.S. & Wagner, G. (1991) 

Science .253 ; 445-447 . 
Alon, R, et al., (1990) BBRC 170:1236-1241. 
5 Barany, N. & Merrifield, R.B. The Peptides. 

Analysis, Synthesis and Biology (Gross, E. Ed.) 

Academic Press, New York, 1980, p. 2. 
D'Souza, S.E., Ginsberg. M.H. , Matsueda, G.R. & Plow, E.F. 

{1991a) Nature 350: 66-68. 
10 D'Souza, S.E. et al. (1991b) TIBS 16:246. 

Elices, M.J,, Urry, A. & Hemler, M.E. (1991) J. Cell Biol, 

112:169-181. 

Humphries, M. J. , Olden, K. & Yamada, K.M. (1986) Science 
133.: 467-470. 

15 Hynes, R.O. (1990) Fibronectins , Sperger, Verlag. 

Hynes, R.O. (1992) Cell 69:11-25, 

Mazerolles, F. et al. (1988) Cell ^: 497-504. 

Mazerolles, F., Aiablard, F., Lumbroso, C, Lecomte, O., Van 
de Moortele, P.F., Barbat, C, Piatier-Tonneau, D. & 
20 Fisher, A. (1990) Eur. J. Immunol. 20:637-644, 

Mould, A. P. et al. (1991) J. Biol. Chem. 266:3579-3585. 

Ouaissi, M.A., Cornette, J., Afchain, D., Capron, A., 

Gras-Masse, H. and Tartar, A. (1986) Science 234 :603-607. 

Philips, D.R., Charo, I.F. & Scarborough, R.M. (1991) Cell 
25 65:359-362. 

Ruoslahti, E. (1988) Annu. Rev. Biochem. 57:375-391. 

Ruoslahti, E. & Giancotti, F.G. (1989) Cancer Cell 1:119-126. 

Ruoslahti, E. et al. (1989) Cancer Cells 111 :249. 

Ruoslahti, E. (1991) J. Clin. Invest. 87:1-5. 
30 Shimizu, Y., van Seventer, G.A. , Horgan, K.J. & Shaw, S. 
(1990) Nature 345:250-253. 

Shimizu, Y. & Shaw, S. (1991) FASEB J. 5:2292-2299. 

Springer, T.A. (1990) Nature 346:425-434. 

Taub, R.^ Gould, R.J., Garsky, V.M. , Ciccarone, T.M. , Hoxie, 
35 J./ Friedman, P. A. & Shattill, S.J. (1989) J. Biol. Chem. 
264:259-265. 



-39- 



wo 93/09795 



PCT/US92/09951 



van Seventer, G.A. et al. (1991) Curr. Opin. Immunol. 1:294 
Vogel, B.E. et al (1992) J. Cellular Biochem. l£Esl54. 
Yamada, KtM. & Kennedy, D.W. (1984) J. Cell Biol. i9: 29-36. 
Yamada, K.M. & Kennedy, D.W. (1987) J. Cell Physiol. 
5 130:21-28. 



10 



15 



20 



25 



30 



35 



-40- 



PCr/US92/0995l 



CIAIMS 

1. A-^on-peptidic compoiind which inhibits cell adhesion, 
said compound having no sequence of natural a-amino acids and 
5 comprising a guanidino and a carboxyl terminal groups 
spaced by a chain of 11 atoms ^ at least 5 of which are 
carbons atoms, and salts thereof. 



2. A non-peptidic ' compound as claimed in claim 1 of the 
10 formula 

HN 

HgN'^N-^C—A— C-CO2H (I) 
H 



15 wherein A is a chain of 9 atoms, at least 3 being carbon 
atoms « 

3. A non-peptidic compound as claimed in claim 2 wherein 
the A chain comprises carbon and heteroatoms selected from 
20 nitrogen, oxygen and/or sulfur atoms. 

4^ A non-peptidic compound as claimed in claim 3 wherein 
the A chain comprises one or more nitrogen atoms. 

25 5. A non-peptidic compound according to any of the 
preceding claims wherein A is a saturated or unsaturated 
chain optionally substituted by radicals selected from 
halogen, amino, 0x0, thioxo, imino, hydrocarboyl , 
heterocyclic, carboxyl and thiocarboxyl and esters thereof, 

30 hydroxy and mercapto and ethers and esters thereof, 
carboxaiaido, thiocarboxamido , carbamoyl, thiocarbamoyl , or 
one or more atoms of the A chain may form part of a 
carbocyclic or heterocyclic ring having at least 3 mernbers. 

35 6. A non-peptidic compound as claimed in claim 5 wherein 
the A chain comprises one or more nitrogen atoms and one or 
more 0x0 groups. 
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7. A compound as claimed in. claim 6 of the formula 

HN 0 
H,N^N-(CH.)n-C-N-4CH2)9-a-CO,H 

5 H H 

(la) 

wherein n is at least. 1 and at most 8. 
10 8. A compound as claimed in claixa 6 of the formula 

HN 

I^N-^N— (CH2)n~-N-C— (CH2)9-n-C02H 

H H (^^) 

15 

wherein n is at least 1 and at most 8. 

9. A compotind as claimed in claim 6 of the formula 

20 HN p O 

H2N'^NHCH2)x-C-N (CH2)n-C-N— (CH2)m CO2H ^ ^""^ 

H H H 

wherein each of x, n and m is at least 1 and the sum of x+n+m 
25 is 7. 

10. A confound as claimed in claim 6 of the formula 

HN O O 

30 H,N'"'NHCH2)x N-C- iCH^ N-C— {CHa)^ CO^H 

H H H ^^^j 

wherein each of x, n and m is at least 1 and the sum of x + m 
+ n is 7. 
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11. A compound of the formula 




12. A compound of the formula 



10 




15 



13. A compound of the formula 



20 



HN u H 

H "00 



OH 



14* A compoxind of the formula 



25 



HN 

.X 



H H 



A v-s. ^N^^^ OH 



15. A non-peptidic compound as claimed in claim 6 
30 substituted by one or more carboxyl groups. 

16. A compound as claimed in claim 15 of the formula 



35 



H 

HN 




0 



(Ila) 




O 




-OH 
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17. A compound as claimed in claim 15 of the formula 



5 




(lib) 



18. A non-peptidic compound as claimed in claim 6 optionally 

substituted by one or more amino groups. 

10 

19. A compound as claimed in claim 18 of the formula 



15 




(lie) 



20 • A non-peptidic compound as claimed in claim 5 wherein 
one or more atoms of the A chain form part of a carbocyclic 
20 or heterocyclic ring^ 



21. A compound as claimed in claim 20 of the formula 



25 "'N* 




22. A contpound as claimed in claim 20 of the formula 

30 



H 



35 
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23. A compound as claimed in claim 20 of the formula 



5 




10 24. A pharmaceutical composition comprising as active 
ingredient a non-peptidic compound according to any of claims 
1 to 23 and a pharmaceutically acceptable carrier - 

25. A pharmaceutical composition according to claim 24 for 
15 the treatment of thrombosis, autoimmune diseases, metastasis, 

allergy, graft versus host and host versus graft reactions, 
and inhibition of scar-tissue formation • 

26. A phaacmaceutical composition according to claim 24 or 25 
20 comprising the compound claimed in claim 11. 

27. A phaannaceutical composition according to claim 24 or 25 
comprising the compound claimed in claim 12. 

25 28. A pharmaceutical composition according to claim 24 or 25 
comprising the compound claimed in claim 13. 

29. A pharmaceutical composition according to claim 24 or 25 
comprising the compound claimed in claim 14. 

30 

30. A pharmaceutical composition according to claim 24 or 25 
comprising the compound claimed in claim 21. 

31. A pharmaceutical composition according to claim 24 or 25 
35 comprising the compound claimed in claim 22. 
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32. A pharmaceutical composition according to claim 24 or 25 
comprising the compound claimed in claim 23. 

33. Use of a non-peptidic compound according to any of 
5 claims 1 to 23 for the inhibition of biological cellular and 

molecular interactions which are dependent on RXD 
recognition, wherein X is one of the amino acid residues G/ E 
Y, A or F. 

10 34* Use according to claim 33 for the inhibition of cellular 
and moleculeir interactions which are dependent on RGD 
recognition. 

35. Use according to claim 33 for inhibition of integrin- 
15 mediated cell functions . 

36. Use according to any of claims 33 to 35 for inhibition 
of blood platelet aggregation. 

20 37. Use according to any of claims 33 to 35 for inhibition 
of tumor cell adhesion. 

38. Use according to any of claims 33 to 35 for inhibition 
of scar-tissue formation. 

25 



30 



35 



wo 93/imV5 



PCr/US92/09951 




AC-4 



HN 

X 

H,N N 
H 



O 




fx 

H 0 



H 



11 



AC-U 



HN 

H 



H H 

o 



OH 



n 



SF-6,S 



HN 

H^N N- 
H 



H 




0 



OH 



12 



SFN-70 HM' 



H 
N. 



,0H 



11 



FIGUEE 1 



-1/5-' 



SUBSTITUTE SHEET 



wo 93/09795 



PCr/US92/099Sl 




riGUEE 2 



-2/5- 



^^USSTITIJTE SHEET 



wo 93/09795 

1 



PCT/US92/09951 



o 
to 



100 



80 



60 - 




40 " 



20 - 



inhlbltar of platelet aggregation (mM) 



FIGURE 3 



c 
o 

•H 

ra 

tiQ 
0) 

u 

CO 
CO 

to 



a 
I— I 

cd 

C 

o 
5 

•H 



10 



-10- 



-20- 



■I■il^•■Iv^'^•.*•'.^*■v.*.•.• 

:':->X':-»x-:-M-::::-: 




■>:«->xc-:v;-:-v¥ 



-30 -1 1 : ' ■ 

BSD G^<XSP SF-S,S • SF-6,5. AC-15 
Inhibitor- of platelet aggregation (1.4 mM) 



FIGURE 4 

-3/5- 
SUBSTITUTE SHEET 



wo 93/09795 



PCr/US92/09951 




- 4 / 5 - ilGOEE 5 

^. .oexiTS ITE SHEET 



wo 93/09795 



PCr/US92/09951 




INTERNATIONAL SEARCH REPORT 



IntenuOiotul Application No. 
PCT/US92/09951 



A. CLASSinCATION OF SUBJECT MATTER 

IPC(5) :A61K 37/00; C07K 241/00 

USCL :514/19,20,822; 530/332; 562/560 
Accoiding to International Patent Classification (IPC) or to both national classification and IPC 



B. FIELDS SEARCHED 



Minimum documentation searched (classification system followed by classification symbols) 
U.S. : 514/19,20,822; 530/332; 562/560 



Documentation searched other than minimum documentation to the extent that such document! are included in the fields searched 



, „ ,, , , . 1,11 > , -* 

Electronic data base consulted during the international search (name of data base and, where practicable, search terms used) 

CAS 



C. DOCUMENTS CONSIDERED TO BE RELEVANT 



Category* 



Citation of document, with indication, utere appropriate, of the relevant passages 



Relevant to claim No. 



X 
X 



WO. A, 91/04746 (fOein et al.) 18 April 1991. see 24-27 and claims. 

demical Abstra^. Volume 89, No. 14, issued 02 October 1978, D.E. Thorn et al., 
"Hypoglycemic Pharmaceutical Combination Containing Gluooneogenesis bihabitors And 
Guanidines", D£, A 2747764. See abstract and foreign application. 



US, A, 4,879,313 (Tjoeng ct al.) 07 November 1989, See entire patent 



1-6, 9. 24, 25, 33-38 
1-3, 5. 24 



1-38 



n Further documents are listed in the continuatiDn of Box C. See pstent fiunily annex. 



•A" 
•E* 

.p. 



SpeeU cHef oriM of dted decuBMatt: 

docimicaldcfiDkia the icwna iMe «f ttH art whkfa » not ecBM^^ 
to be pit of poitinihr ideyBnce 

euiicf documeatpub&hed oo or after the iotmsiiaiioIfUi^ 

doctimeas vhkb niy thnw doite en prioiiQr cluaKt) or which ii 
cited to oliblUi die pwhlSffilifm date of oaolfaer ontkiD or other 
ipcchJ icMOB (m ipeciiied) 



doctanent lefenint to aa onl dticloiure, um, exhibitioB or other 
meana 

doaimeocpubfiihed prior to the jsMMMoat lUhif date 



later dm lawiii publohcd after the ■rtnntyma! filim dale or priority 
date Mtd not m MoOietwidifte Bpiriuatkm but cit^ 
piucipfe or dieoiy mter^ina tfa^ ■xvansioa 

document of pattirohr r tk rvancc; die cKainwd invcnsioa cannot be 
oomidevBd novel or cannot be ODOBiderBd to iavoWcHi inveutivcstep 
when the document ia taken alone 

doenoient of p— ftlevaace; the danned inventioD cannot be * 
coneUeted to iovoivc an nventive itcp when the document ii 
CQoibiBed widt one or iDoiv other andi documents, such oombinalion 
beatf obvioui to a penoo akiUed B the an 

doeuacBtncaber of iho naae patent family 



Date of the actual completion of the international search 
12 February 1993 


Date of mailing of the international search r«U)rt 

24FEB1^# 


Name and mailing address of the ISA/ 
Comnuftttoner of Pitents and Trtdcmtrki 

Box per 

Wtduqgton, D.C. 20231 
Facsimile No. NOT APPLICABLE 


Authorized officer ^^IAQ^ / 
EXAMINER CELSA ' ^ Jt^ 
Telephone No. a03) 30W)196 ^ 



Form PCT/I5A/210 (second sheetXJuly 1992)* 



